the signal intensity for Rpl8 in the 18S rRNA interactome is similar to that in the 28S 2 scrambled control dataset (Figure 5 B) , and it is substantially lower in the 18S than in the 3 28S rRNA interactome dataset. Thus, it is also possible that Rpl8 is a contaminant of the 18S 4 rRNA interactome. By contrast, Rpl22 protein intensity is higher in the 28S than in the 18S 5 rRNA interactome; however, in both cases the protein intensity was significantly higher than 6 the measured intensities in the scrambled control probes. The identification of Rpl22 in the 7 18S rRNA interactome may reflect an interaction with the 45S pre-rRNA prior to the 8 processing into the mature 28S, 5S and 18S rRNAs. 9
In addition to the expected ribosomal proteins, several non-ribosomal proteins were enriched 10 in the 28S and 18S rRNA interactomes. eiF3J, SERBP1 and LRPPRC were specifically 11 enriched in the 18S rRNA interactome datasets, whereas PA2G4, HNRNPC, HNRNPD, 12 BTF3, HNRNPA2B1, HNRNPM, PLIN4 and DSG1 were identified as specific components of 13 the 28S rRNA interactome. SERBP1 (also known as plasminogen activator inhibitor 1 RNA-14 Based on the data obtained in Drosophila embryo extracts and human HeLa cells, specific 25 high quality MS data from UV crosslinked RNPs ( Figure 4A ). This quantity translates into a 1 requirement for high RNA expression levels and/or biological material for purification. 2
Together with a limited RNA recovery of typically ~20%, Specific RNP capture is not 3 applicable to transcripts of low abundance. To increase RNA recovery, multiple LNA/DNA 4 mixmer probes could be combined. However, it may be important to conduct independent 5 analyses of the individual probes to ascertain similar specificity and stringency as with the 6 single probe approach. To increase the yield of the protein components of the RNPs, this 7 protocol could be combined with more highly efficient crosslinkers such as formaldehyde 8 transcribed reporter mRNA was transferred to 2 ml low binding tubes (Eppendorf) and 2 denatured at 95°C for 3 min. Next, the reporter RNAs were added to 2 ml of Drosophila 3 melanogaster embryo extracts and incubated for 30 min at 25°C. Next, the extracts were 4 evenly dispersed on a 15 cm circular cell culture dish (Corning) placed on ice, and irradiated 5 with 300 mJ/cm2 of UV light at 254 nm. After crosslinking, the sample was supplemented 6 with 2 ml of 2x lysis buffer (composition, include the RNase and protease inhibitors in there). 7 Probes were prepared as described above. Samples were incubated with 200 µl of beads for 8 2h at 41°C, the pulldown was performed as described above. and by RT-qPCR. For mass spectrometry, samples were treated for 1 h at 37°C with 7
Benzonase (25U; Novagen) followed by alkaline hydrolysis for 1h at pH 12 to remove 8 residual RNA. After adjusting the pH to 7.5 with HCl, protein samples were subjected to 9 mass spectrometric analyses. 10 11
Real-Time PCR 12
Isolated and proteinase K-digested RNAs as well as total RNA from whole-cell lysate, were 13 purified using Quick-RNA™ MicroPrep kit (Zymo), and reverse transcribed into cDNA 14 (SuperScript II, Life Technologies) using random primers (Life Technologies) following the 15 manufacturer's recommendations. CAT RNA was spiked in as a control for cDNA 16 preparation. Reverse transcriptase quantitative PCR (RT-qPCR) was performed with SYBR 17 green (Applied Biosystems) and specific primers for the different RNAs.
(Sanchez et al. 2007) were previously described. 23
Western Blotting and Silver Staining
Proteins were analyzed by silver staining following a standard protocol, and by western+36.0757 (heavy dimethyl) and oxidation of methionine in all searches. The data were 1 searched against the Uniprot_Drosophila_20140519 database. For all searches, trypsin was 2 specified with 2 missed cleavage allowed. 3
For the experiments in Drosophila embryo extracts, peptides from four replicates were 4 mapped back to the Uniprot protein database (Version 2014_06) and only uniquely mapped 5 peptides were used to identify proteins. Protein log2-intensity ratios were computed by 6 averaging the log2-intensity ratios of each peptide mapping to it, dividing by the median 7 deviation to compensate for scaling effects. For comparisons between wild type to mutant 8 reporter RNA bound proteins, the median ratio was subtracted to center the ratios to "zero". were UV irradiated and poly(A) RNA was subsequently purified with oligo(dT). 2 µg or 0.5 µg 
